Highly porous poly (ε-caprolactone) microfiber scaffolds can be fabricated using electrospinning for tissue engineering applications. Melt electrospinning produces such scaffolds by direct deposition of a polymer melt instead of dissolving the polymer in a solvent as performed during solution electrospinning. The objective of this study was to investigate the significant parameters associated with the melt electrospinning process that influence fiber diameter and scaffold morphology, including processing temperature, collection distance, applied voltage and nozzle size. The mechanical properties of these microfiber scaffolds varied with microfiber diameter. Additionally, the porosity of scaffolds was determined by combining experimental data with mathematical modeling. To test the cytocompatability of these fibrous scaffolds, we seeded neural progenitors derived from murine R1 embryonic stem cell lines onto these scaffolds where they could survive, migrate, and differentiate into neurons, demonstrating the potential of these melt electrospun scaffolds for tissue engineering applications.
Introduction
Tissue engineering often uses biomaterial scaffolds that mimic the microenvironment present in healthy tissue [1, 2] . Such scaffolds should function in a manner similar to the extracellular matrix (ECM) found in normal tissue when engineering substitutes for bone, cartilage, skin, liver and nerve [3] [4] [5] [6] [7] [8] [9] . Recently, the field has focused on developing scaffolds that induce stem cells to differentiate into desired phenotypes necessary for proper tissue formation and function [8] [9] [10] [11] . Many techniques, including particulate leaching, gas foaming, fiber bonding, solvent casting and electrospinning, have been used to fabricate scaffolds with different morphological properties [9, [12] [13] [14] [15] [16] [17] [18] [19] . Electrospinning offers a number of advantages over these other techniques. These advantages include controlling topography and consequently tailoring the mechanical properties of electrospun scaffolds, as well as the capability to encapsulate drugs inside fibers for controlled release applications. Electrospinning can produce fibrous scaffolds with controllable porosity, sub-micron fiber size and structural homogeneity [18, 19] .
Solution electrospinning requires dissolving a polymer in solvent and then applying a high voltage to this solution to induce nanofiber formation [20, 21] . Obtaining a uniform distribution of fiber sizes can be challenging when using solution electrospinning to produce nanofiber scaffolds [22] . The process of melt electrospinning involves heating up the desired polymer with the resulting melt being extruded into fibers, resulting in better reproducibility than solution electrospinning [23] [24] [25] . The melt electrospinning process does not require the use of undesirable toxic solvents for dissolving polymers like solution electrospinning does [26] . More importantly, melt electrospinning enables better control of topography compared to solution electrospinning. Pioneering works by Larrondo and Manley in the early 1980s characterized dependences of fiber diameter on the applied electrical field as well as temperature and viscosity of the polymer melt [27] [28] [29] . Additionally, other researchers characterized the mechanical and structural properties of melt electrospun fibers compared to the bulk properties of the polymer and they observed that fiber orientation influenced the bulk properties of the scaffold [30, 31] .
Recent tissue engineering approaches have combined embryonic stem cells (ESCs) with biomaterial scaffolds to direct differentiation into functional tissue replacements [11] . For instance, neural tissue engineering can be used to develop therapies for reconstructing damaged nerves through the use of biomaterial scaffolds and stem cells that can mimic the microenvironment present in healthy tissue [8, 11] . ESCs are pluripotent cells, having the potential to differentiate into any cell type found in body [8] . The pluripotent nature of ESCs means they can serve as a potential cell source for virtually any tissue engineering application [32] . Many studies have successfully shown that chemical cues presented by biomaterial scaffolds can promote ESC differentiation [8, [33] [34] [35] . A similar body of work demonstrates the role of physical cues presented by scaffolds such as elasticity, micro and nanostructures of these structures can influence stem cell differentiation as well [9, [36] [37] [38] . For example, aligned nanoscale topography significantly enhanced the neuronal differentiation of ESCs [9, 39] . For electrospun fibers, these physical and mechanical factors include morphological and mechanical properties of such scaffolds, which are highly influenced by altering fiber diameter.
In this work, we used melt electrospinning to fabricate poly (ε-caprolactone) (PCL) microfiber scaffolds for ESC culture. Scaffolds made from PCL can be tailored to have different mechanical properties and exhibit long term stability when implanted in vivo [40] . The purpose of this study was to analyze the parameters that influence the microfiber morphology of these scaffolds. To our knowledge, we are the first group to investigate the effect of melt electrospun microfiber diameter on the mechanical properties of the scaffolds along with their microstructure characteristics such as porosity. We determined the effect of fiber diameter on mechanical properties, such as tensile strength, the Young's modulus and strain at break, for a wide range of scaffolds as well. The influence of fiber diameter on morphological properties, such as torus volume and porosity of the scaffolds was also evaluated. Finally, ESC-derived embryoid bodies (EBs) containing neural progenitors were seeded upon the PCL microfibers to determine if these scaffolds could support stem cell culture and their neuronal differentiation. Our melt electrospun scaffolds supported cell adhesion and neuronal differentiation of ESC-derived neural progenitors. Overall, this novel combination of microfiber scaffolds and ESC-derived neural progenitors serves as a promising strategy for stem cell based tissue engineering applications.
Materials and Methods

Melt electrospinning setup
Poly (ε-caprolactone) (PCL) (Mn ~45,000) was purchased from (Sigma Aldrich, USA) with a melting point of 60°C. A custom-made melt electrospinning apparatus (Figure 1 ) consisted of a computer numerical controlled (CNC) machine (K2 CNC Inc., USA), a custom-made chamber press, a syringe pump (New Era Pump Systems Inc., USA), a heating band (Orion Telescopes Inc., USA), a custom-made machined melting chamber, a custom-made collecting drum and custom-made nozzles that could be interchanged. The flat tipped nozzles used to extrude the melt were fabricated from aluminum 6061 with internal diameters ranging from 150 to 1,700 μm (±10 μm). The custom-made nozzle was machined using a 3-axis CNC milling machine. The irradiation power used in machining the nozzles was 300 mW at a beam diameter of 3 mm. The beam was focused through a 20X microscope objective lens (Mitutoyo Co.) with a numerical aperture of 0.4. The femtosecond laser system (Spectra-Physics) operating at 800 nm with pulse duration of 120 fs and repetition rate of 1 kHz was used to produce the nozzle hole. The motion of the sample stage followed a helical path (generated using the software, GOL3D (GBC&S, France)) to ablate material from the nozzle head and cut a circular hole.
During the melt electrospinning process, 10, 15 and 20kV were applied to the molten PCL using a high applied voltage supply (Gamma High Voltage Research Inc., USA) with the working distance between the nozzle and aluminum foil collector ranging from 5 and 10cm. The PCL granules were dispensed into melting chamber with the nozzle attached and then heated to the desired temperature. The zero shear rate viscosity of PCL was measured using an ARES-G2 rheometer (TA Instruments, USA) as 291.5 Pa.sec. at 80°C using 25mm parallel plates geometry with the gap of 25mm. For the collection of randomly aligned scaffolds, a wood plate covered with aluminum foil served as the counter electrode.
Scaffold Fabrication
Parameters related to fiber diameter and morphology of scaffold when melt electrospinning include nozzle diameter, processing temperature, collection distance, applied voltage, flow rate of syringe pump and linear velocity of x and y axis in CNC machine [24, 25, [27] [28] [29] 41] . A syringe pump was mounted vertically and connected with the heated chamber, delivering molten polymer at a flow rate of 2 mL per hour. Wood plate was covered with aluminum foil in order to make conduction as a counter electrode and the foil connected to the power supply as negative charge. The nozzle was pulled away by CNC machine controller after experiments to avoid disruption to the voltage or the flow rate.
To investigate the influence of electrical force, nozzle diameter and linear velocity were respectively fixed at 200 μm and 8.5 mm/sec. To investigate the effect of temperature, the melting chamber temperature was varied from 80°C to 120°C. Based on our parameter analysis, the melt temperature was set at 80°C with an applied voltage of 20 kV and a collection distance of 5 cm when melt electrospinning scaffolds when analyzing the effect of the varying nozzle diameter. These conditions ensured proper fiber formation during the electrospinning process. Nozzle diameters ranged in size from 150 to 1,700 μm (Table 1 ).
Mechanical Properties
For further analysis, 100 x 100 mm rectangular scaffolds were fabricated using CNC machine stage and then the scaffolds were cut into 100x10 mm cuboid samples. Using a micrometer (Mitutoyo, Japan), sample thicknesses were confirmed to be 2 mm. The scaffolds were confirmed for no damage during cutting by optical microscope. Conventional macro-tensile measurements were performed using an electromechanical tensile tester (Adelaide Testing Machines, Canada). All samples were mounted between holders at a distance of 5 cm. Tensile testing was conducted at a rate of 0.08mm/s at room temperature (21°C) (n=3). The amount of strain at the breaking point was calculated using the Adelaide Testing Machines software. The Adelaide Testing machine has been used for macro scale tensile testing so it would not be able to accurately measure scaffolds with thicknesses in the range of 12-220 microns. In order to measure strain accurately, the scaffolds were fabricated as the maximum thickness 2mm which was able to accumulate without any disturbances.
Analysis of Microfiber Topography
In order to manufacture a mesh of fibers, a CNC machine was used. The maximum speed of each axis is 8.5mm/s as controlled by G-code. PCL microfibers were transferred to loading stubs before carbon coating for imaging analysis. The Cressington 208 carbon was used to coat a 3nm thick carbon layer to nonconductive PCL fibers prior to scanning electron microscopy (SEM) imaging. The samples were carbonsputtered two times for 6 seconds at 10 -4 mbar. The samples were loaded in a Hitachi S-4800 field emission scanning electron microscope. High magnification images were obtained at 1 kV with an 8 mm working distance. Fiber diameters, torus diameter and overlap distance were measured using Quartz-PCI Image Management Systems® in SEM as shown in Figure 2 .
Statistical Analysis
Quantitative data are presented as mean ± standard deviation (SD). The processing parameter study were screened by one-way analysis of variance (ANOVA) with the assumption of normally distributed data using Microsoft Office Excel 2010, USA; significance was defined as p<0.05.
Seeding of cells on PCL microfiber scaffolds
To determine suitability of scaffolds for stem cell culture, R1 (Nagy Lab) mouse embryonic stem cells were utilized. R1 cells were cultured upon mouse embryonic fibroblast feeder layers (Global stem, USA) to maintain pluripotency [42] . R1 cells were subsequently removed from feeder layers and cultured in suspension on agar-coated plates to form embryoid bodies (EBs) for 8 days with 0.5 μM retinoic acid being added for the last 4 days to induce neural differentiation (Sigma-Aldrich) [43] . During this process, the media is changed every 2 days and the resultant EBs contains a high percentage of neural progenitor cells. Mesh electrospun scaffolds were sterilized with ultraviolent light for 30 minutes. Individual R1 EBs were removed from suspension and seeded on sterilized scaffolds. EBs were cultured on these electrospun scaffolds for 14 days before image analysis.
R1 Cells Viability Analysis
The viability of R1 EBs seeded on the scaffolds was analyzed qualitatively after 14 days using a LIVE/DEAD® Viability/Cytotoxicity Kit (Invitrogen). The kit contains a stain for viability, calcein AM, which is enzymatically converted to green fluorescing calcein by the naturally present intracellular esterase activity in live cells, and a stain for dead cells, ethidium homodimer-1, which fluoresces red upon binding to nucleic acids accessed through the ruptured cell membranes of dead cells [33] . Each well was viewed using an IncuteCyte ZOOM Essen BioScience® fluorescent microscope. Images were captured at 515 nm for green fluorescence and 635 nm for red fluorescence. Images were overlaid at layer opacity of 50%.
Immunocytochemistry and Nucleus Staining
Neuronal differentiation of R1 cells was qualitatively assessed after 14 days by immunocytochemistry targeting the neuron-specific protein β-III-tubulin. Media was removed and each well was washed with 4 mL PBS. Cells were fixed with a 10% formalin (Sigma) solution for 1 hour at room temperature and then permeabilized with 0.1% Triton-X (Sigma) solution for 45 minutes at 2 -8 ˚C. Wells were then blocked with 5% normal goat serum (NGS, Millipore) at 2 -8 ˚C for 2 hours. The primary antibody for β-III-tubulin (Millipore) was added to each well and incubated at 2 -8 ˚C for up to 15 hours. Three washes with PBS were performed and the Alexafluor488-conjugated secondary antibody at a concentration of 10 μg/mL was added and incubated, protected from light exposure, at room temperature for 4 hours. Cells were washed three times with PBS to remove unbound antibody. Hoechst 33342 nucleic acid stain, 1µl in 300µl PBS was added into the last PBS wash after secondary antibody. Images were captured for green and blue fluorescence. Images were overlaid at layer opacity of 50%. Higher magnification fluorescent images were acquired on a LEICA 3000B inverted microscope using an X-cite series 120Q fluorescent light source (Lumen Dynamics) coupled to a Retiga 2000R fast cooled mono 12-bit camera (Q-imaging).
Simulation and Experiment Results
Effects of temperature on fiber diameter
The effects of changing the temperature of the melt from 80°C to 120°C were investigated. Figure 3 (A) represents analysis of temperature and fiber diameter. Increasing temperature led to a significant increase in the fiber diameter when nozzle size was held constant. Fiber diameters were varied from 28 ± 1 μm at 80 °C temperature to 40 ± 2 μm for 120 ° C temperature (average ± SD) using 200 μm nozzle and 52 ± 4 μm at 80 °C to 58 ± 6 μm for 120 ° C using 300 μm nozzle in various temperatures.
Additionally, temperature influenced the speed of spinning fibers due to the density changes. This speed played a key role in controlling the morphology of scaffolds. Table 2 showed fiber weights depended on temperature for 600 seconds using 200 μm nozzle. Velocity ( ) of polymer extrusion was calculated by the following equation:
where V was total volume of electrospun fibers for 600 seconds, m was total weight of electrospun fibers, r was fiber radius, t was time of electrospinning, and density (D) of PCL polymer as a function of temperature calculated by [44] 
where, T was temperature in degrees Celsius, the zero-pressure isobar V(0,T) equaled A0+A1T+A2T , A2=7.0243*10 -5 were specific constants for a given polymer [45] ).
As shown in Figure 3 (B), the velocities increased when temperatures increased because of low density and viscosity. The velocity was varied from 16.7 ± 6.2 to 119.5 ± 7.1mm/s (p<0.05) using 200 μm nozzle in various temperatures. Based on these results, morphology of scaffolds was able to be controlled variously through x and y axis speed controls. Figure 4 showed the effect of distance between nozzle, counter electrode and applied voltage and chamber temperature on fiber diameter. According to Coulomb's law, magnitude of the electrical force was directly proportional to applied voltage and inversely proportional to the distance. Fiber diameter showed 49 ± 5 μm at 10kV and 28 ± 4 μm at 20kV in 5cm and 80°C. When distance was increased from 5cm to 10cm at 20kV and 80°C, fiber diameter demonstrated 49 ± 5 μm at 5cm and 93 ± 12 μm at 10cm Moreover, the diameters were changed from 49 ± 5 μm to 58 ± 3 μm when the chamber temperature was increased from 80 degree to 90 degree at 10kV applied voltage and 5cm distance. Fiber diameters increased in size by approximately 1.6 times when the collecting distance was doubled and also were increased from approximately 6% to 13% when chamber temperature was changed from 80 degree to 90 degree at different voltage and distance. However, when applied voltage was doubled, the fiber diameters decreased to half their original size.
Effects of distance applied voltage and chamber temperature on fiber diameter
Effects of nozzle diameter
The nozzle diameter controlled initial diameter of fibers when using direct deposition melt electrospinning. The fiber diameter then shrunk due to the electrical force and gravity after the spinning process. Figure 5 showed the relationship between nozzle diameter and fiber diameter in experiments. The fiber diameter increased from 12 ± 1 μm to 220 ± 9 μm as the nozzle diameter increased from 150 μm to 1,700 μm. The distance between nozzle and colleting plate and the voltage were respectively fixed at 5cm and 20kV in order to restrict parameters related to fiber diameter.
2 mm thick scaffolds were fabricated for testing of mechanical properties using various diameter nozzles from 150 to 1,700 μm. Depending on the fiber diameter, the resulting scaffolds contained a different number of layers. 100 x 100 mm rectangular scaffolds were fabricated using CNC machine stage and then cut them with a sharp blade as 30 x30 mm sample. The speed of vertical and horizontal movement in CNC machine was 8.5 mm/s in the 3-axis machine. Figure 6 shows the overlapping topography depended on nozzle diameter. The overlap percentage varied from 78 ± 8 % to 20 ± 10 % as the nozzle diameter changed from 150 μm to 1,700 μm. Smaller nozzle diameter resulted in a larger overlap percentage.
Scaffold Porosity
Due to an inability to collect data on the scaffold porosity directly, we combined experimental data with the following equations to determine a theoretical porosity for the scaffolds fabricated using different nozzle sizes. The theoretical porosity was calculated based on estimation of fiber diameter, overlap area, and total volume of PCL microfibers. Figure 7 (A) showed schematic mesh morphology and overlap calculation. They were assumed that the scaffold was cube-shaped, composed of perfect circular cylindrical microfibers called torus. Table 1 contained the experimental data determining the torus overlap for each scaffold based on SEM images.
The porosity of scaffold was defined by [26] 
where, ∅ ℎ , , , N were respectively porosity of mesh, volume of torus, volume of whole scaffold, and number of torus. The torus volume was calculated by 
where, R was distance from the center of the tube to the center of the torus and r was the radius of the fiber. The volume of whole scaffold was determined by
where, 1 , 2 , H were respectively scaffold width, scaffold length, and scaffold height. The number of torus and overlap percentage was able to be calculated by
where, was overlap percentage. As shown in Figure 7 (A), circle area ( 1 ) and overlap area ( 2 ) were defined by
where, = cos −1 ( ), α and θ were radian. d was a distance between two centers of circles. According to the assumption which was regular perfect circles, the radius of circles (R = R1 = R2) and the angles were same as well (θ = α) in Figure 7 (A).
By using the parameters mentioned above, the resulting diameters of the microfibers were shown in table 1 demonstrates the result of torus parameters from SEM images. Thus, the theoretical porosity from Eq. (1) was shown in Figure 7 (B) and (C). The significant factors to determine porosity were torus volume ( ) and number of torus (N). The increment of number of torus and the decrement of torus volume were very similar from 1,700 μm to 500 μm so the Figure 7 (C) showed flat in the section. However, the decrease in torus volume occurred more rapidly than the increase in the number of torus from 300 μm to 150 μm so the porosity increased.
Macro-tensile measurements
The mechanical properties including elastic modulus and strain at break were influenced by the fiber diameter. The elastic modulus decreased as the fiber diameter decreases. Nevertheless, the mechanical properties change considerably due to the wide range of fiber diameters produced (12 to 220 μm).
As fiber diameter decreased, strain at break increased as shown in Figure 8 . This dependency of mechanical properties of microfibers on fiber diameter resulted from differences in breaking mechanisms. When we applied a strain on the electrospun mesh scaffolds, the scaffold elongated in the direction of displacement as they were stretched uniaxially. The scaffold composed of thicker fibers had property of higher Young's modulus and lower strain at break while the scaffold composed of thinner fibers had a lower Young's modulus and higher strain at break. For instance, an 18% decrease in fiber diameter from 220 μm to 180 μm led to an increase of almost 7% of in the strain at break and 9% of decreased in Young's modulus of fiber.
Seeding Embryoid Bodies on Microfiber Scaffolds
The ability of these microfiber scaffolds to serve as a stem cell culture substrate was examined through cell seeding experiments. ESC-derived neural progenitors adhered to these scaffolds and neuronal differentiation from seeded EBs can be observed after 14 days of culture. Figure 9 shows the results of the cell viability analysis and differentiation of neural progenitors into neurons when seeded upon melt electrospun scaffolds. Figure 9A shows a bright field image of the individual EB. Figure 9B shows the superimposed image of live and dead cells. Live cells are present in whole EBs on the scaffold. Migration of live cells along the microfibers that make up the scaffold topography was shown. Figure 9C is the same image without the phase contrast. These images verify that cells migrated from the EB along the direction of scaffold topography.
Immunostaining against the neuronal marker Tuj1 and staining using the nuclear marker Hoechst 33342 were performed after 14 days. Figures 9D and 9E show the neuronal differentiation of R1 cells with different magnification. The higher magnification image was taken using a LEICA DMI 3000B fluorescent microscope. Figure 9F shows the cell bodies based the presence of nucleus maker co-localized with the microfiber scaffold. Neurite outgrowth can be clearly seen. These images display a clear neuronal phenotype differentiated from the R1 EBs seeded on PCL microfiber scaffolds. Melt electrospinning microfibers support and direct R1 cell adhesion and can thus be seen as a suitable tool for tissue engineering.
Discussion
Electrospinning of polymeric fibers can be accomplished either using a polymer solution or melt to fabricate fibers in the range of 3 nm to over 1 µm [19] . Although fabrication of microfibers through the use of solution electrospinning is possible, controlling the uniform distribution of fiber's diameter and also the architecture of scaffolds remains challenging [21] . The diameter of fibers can be manipulated by controlling the parameters of polymer solution and spinning operation. For instance, it has been shown that by changing the concentration of Polyethersulfone (PES) solution, PES fibers can be produced in the range of 283 ± 45 nm to 1452 ± 312 nm [37] . Similar to other studies of solution electrospinning [22] , these results showed a poor uniform distribution of fiber diameter [37] . Yoshimoto et al. reported a broad fiber diameter distribution for PCL nanofibers (400nm ±200 nm) [16] . This variation in diameter may be due to the fast phase separation of PCL and the uncontrollable evaporation of volatile solvent during electrospinning. Using melt electrospinning, we could produce fibers with the average diameter of 12 ± 1μm at 80°C when using the 150 μm nozzle. A very fine fiber size distribution has been achieved for all of microfiber scaffolds produced by different nozzles. Fibers were fabricated with diameter in the range of 12 ± 1 μm to 220 ± 9 μm at 80°C.
Therefore, this excellent degree of reproducibility would lead us to engineer polymeric microfibers according to the desired fiber diameter and its uniform distribution. However, it is limited to fabricate smaller fibers using melt electrospinning since flow resistance becomes dramatically high when nozzle diameter is smaller than 150 μm.
In addition to controlling fiber diameter and fiber size distribution, the other prominent property of scaffolds is controlling the architecture of scaffolds and their consequent porosity. Although there have been many studies on controlling the topography of fibers fabricated by solution electrospining, challenges remain in terms of being able to control and predict the topography of solution electrospun fibers [46] . On way to control the topography of nanofibers is using a rotating drum to collect aligned nanfoibers [18, 21] . The technique has shown limitations since the higher speed of drum would lead to induce a tensile force whish could break the nanaofibers and eventually disturbed fine control of fibers orientation [18] . Therefore, by using melt electrospinning one can control all topographical properties in a perfectly controlled way. By means of computer aided design (CAD), different structures can be fabricated [25] . Preventing fiber breakup, and bead forming, which are really tough to achieve in the case of solution electrospining, can be easily controlled by tuning melt electrospinning parameters including processing temperature, collection distance, applied voltage and nozzle size. Our on-going research is the fabrication of uniaxlialy and biaxial aligned microfiber scaffolds with very fine fiber size distribution.
Generally, the mechanical properties of electrospun fibers can be influenced by different parameters including the fiber diameter, topography and porosity, physical and chemical properties of the processed polymer such as polymer molecular weight and its distribution [31, 47] . Here, we have mainly focused on the control of fiber diameter over mechanical properties of PCL microfibers scaffolds. Our results showed that varying the porosity range from 75% to 92% lead to significant change in yield strength from 0.457 MPa to 1.886 MPA depended on nozzle diameter used to fabricate the scaffold. As expected when the fiber diameter decreased, porosity of scaffold increased and which consequently would lead to decrease in Young's modulus. Croisier et al. performed the macro-tensile measurements on PCL fiber scaffolds fabricated by solution electrospinning using a higher molecular weight of PCL compared to our study [47] .
Their results showed a Young's modulus of 3.8 ± 0.8 MPa for nanofibers which is higher compared to 0.457 ± 0.042 MPa. This suggests that in addition to the fiber diameters, other parameters such as polymer molecular weight play a key role in controlling mechanical properties. According to our results, Young's modulus was varied from 0.457 MPa to 1.886 MPa, 75.77% increase, but strain at break was alternated from 12.08 mm to 6.92 mm, 42.72% decrease, when nozzle diameter was increased from 150 μm and 1,700 μm.
However, the mechanical properties are affected by a combination of many factors: porosity of fiber mat, fiber diameter, friction between fibers, thickness of fiber mat, and geometry [48] . We are able to fabricate scaffolds which have various mechanical properties in Young's modulus and strain at break.
Pluripotent stem cell lines can be differentiated into any of the specific cell lineages found in an organism, including those found in neural tissue [8, 34, 49] . One major type of pluripotent stem cells is ESCs isolated from the inner cell mass of blastocysts. One of the major challenges when differentiating pluripotent stem cells is how to control this process to produce the desired cell phenotypes. For example, when developing pluripotent stem cell therapies for the treatment of spinal cord injuries, it is desirable to produce neurons [49] . Neuronal differentiation of pluripotent stem cells can be achieved through the presentation of physical cues such as scaffold elasticity and topography [15] [16] [17] [18] 50] . For example, aligned nanoscale topography can significantly enhance the neuronal differentiation of ESCs [16, 18] . Electrospun scaffolds fabricated by solution electrospinning have been extensively evaluated for their use in neural tissue engineering applications [18] . Our versatile technique to fabricate biocompatible microfibers via melt electrospinning provided a good degree of reproducibility to control the fiber diameter with the aim of supporting stem cell growth, adhesion, viability and neuronal differentiation. PCL electrospun microfibers have recently shown their potential for the adhesion and proliferation of human dermal fibroblasts [51] . Also it has been reported that periodontal ligament fibroblast cell can be adhered to a sheet of hybrid biomodal PCL melt and solution electrospun fibers sheet [51] . Our work combining stem cells and melt electrospun fibers demonstrates an alternative method of producing biomimetic scaffolds for neural tissue engineering applications without the need for toxic solvents. In this paper, we showed proof-of concept data that such scaffolds can be combined with ESC-derived embryoid bodies (EBs) containing neural progenitors to support stem cell culture and their neuronal differentiation. Our on-going studies will focus on quantifying the effect of topographical properties on the neuronal differentiation of ESC-derived embryoid bodies. Here, neuronal differentiation and outgrowth from EBs were observed, suggesting the influence of topography serves as a physical cue for stem cell-based tissue engineering strategies. We demonstrated, for the first time, that electrospun PCL microfibers could support the neuronal differentiation of ESC-derived neural progenitors.
Conclusion
While melt electrospinning, using different sized nozzles for extrusion enable fabrication of scaffolds with different fiber diameters. We can control the PCL fiber diameter by varying the processing temperature, the collecting distance and applied high voltage between nozzle and counter electrode, and nozzle diameters. This work characterizes PCL scaffolds fabricated using melt electrospinning both in terms of topography and mechanically. These scaffolds possess an open porous network with porosity ranging from 75% to 92% and yield strength from 0.457 MPa to 1.886 MPA depended on nozzle diameter used to fabricate the scaffold. As expected when the fiber diameter decreases, porosity of scaffold increases. The yield strength decreases when fiber diameter decreases, while strain at break increases when fiber diameter decreases because of flexibility. Finally these scaffolds are clearly able to support murine embryonic stem cell adhesion and differentiation, making them a useful tool for tissue engineering applications.
